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Abstract
Two polyenylpyrroles from a soil ascomycete Gymnoascus reessii were previously identified as hit compounds in
screening for cytotoxicity against lung cancer cells. These compounds and various analogs, which have been
previously synthesized and tested for anti-lung cancer cell activity, were tested for anti-inflammatory activity. After
preliminary screening for cytotoxicity for RAW 264.7 murine macrophage cells, the non-toxic compounds were tested
for anti-inflammatory activity using lipopolysaccharide (LPS)-activated RAW 264.7 cells. Compounds 1h, 1i, and 1n
reduced LPS-induced nitric oxide (NO) production, with respective ED50 values of 15 ± 2, 16 ± 2, and 17 ± 2 µM.
They also reduced expression of inducible NO synthase and interleukin-6 (IL-6) without affecting cyclooxygenase-2
expression. Compound 1h also reduced secretion of IL-6 and tumor necrosis factor-α by LPS-activated J774A.1
murine macrophage cells, primary mice peritoneal macrophages, and JAWSII murine bone marrow-derived dendritic
cells and reduced NLRP3 inflammasome-mediated interleukin-1β (IL-1β) secretion by LPS + adenosine triphosphate-
activated J774A.1 and JAWSII cells. The underlying mechanisms for the anti-inflammatory activity of compound 1h
were found to be a decrease in LPS-induced reactive oxygen species (ROS) production, mitogen-activated protein
kinase phosphorylation, and NF-κB activation and a decrease in ATP-induced ROS production and PKC-α
phosphorylation. These results provide promising insights into the anti-inflammatory activity of these conjugated
polyenes and a molecular rationale for future therapeutic intervention in inflammation-related diseases. They also
show how compound 1h regulates inflammation and suggest it may be a new source for the development of anti-
inflammatory agents to ameliorate inflammation- and NLRP3 inflammasome-related diseases.
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Introduction
One of the geological characteristics of Taiwan is its
abundant geothermal resources, which provide a special
environment for the growth of certain microorganisms that have
been utilized in various scientific and industrial areas [1]. Under
normal growth conditions, fungi produce useful metabolites,
such as penicillin and immunosuppressive compounds that
have improved the quality of human life, and these organisms
are still a rich source of bioactive compounds [2-4]. In addition,
the extreme growth conditions of thermophilic fungi also allow
them to synthesize novel metabolites.
Conjugated polyenes are an interesting class of widely
occurring natural polyketides with useful biological properties,
PLOS ONE | www.plosone.org 1 October 2013 | Volume 8 | Issue 10 | e76754
such as antibacterial [5], antifungal [5,6], and antitumor [7]
activities. Previously, auxarconjugatin A and 12E-isorumbrin
isolated from the soil ascomycete Gymnoascus reessii and
demonstrated that 12E-isorumbrin had antitumor activity [8].
We then synthesized auxarconjugatin A and 12E-isorumbrin
and various analogs and evaluated them for anti-tumor activity,
and identified two compounds with high cytotoxicity (active at
nM levels) for the human non-small cell lung carcinoma cell line
A549 [9]. Since polyketides also exhibit potent immune
modulating activities [10,11], making them potential resources
for the discovery of new immune modulating drugs, in the
present study, we evaluated these compounds for anti-
inflammatory activity.
The innate immune response is typically triggered by
pathogen-associated molecular patterns shared by groups of
different microbial pathogens and recognized by toll-like
receptors (TLRs) or other receptors expressed on the cell
surface of immune cells [12]. Lipopolysaccharide (LPS), a
pathogen-associated molecular pattern molecule produced by
Gram-negative bacteria, can induce production of inflammatory
mediators, such as nitric oxide (NO), tumor necrosis factor-α
(TNF-α), interleukin (IL)-6, and IL-1β, by binding to TLR4 [13].
Unlike other cytokines, IL-1β is synthesized as an inactive
immature form (precursor of IL-1β, proIL-1β) via transcriptional
activation in activated macrophages [14]. ProIL-1β is cleaved
into IL-1β by active caspase 1, generated by the NLRP3
inflammasome, a multi-protein complex [15,16]. The NLRP3
inflammasome controls disease progression and inflammatory
responses, such as those caused by infection [17-19], obesity
[20], cholesterol crystals [21],, silica crystals [22], amyloid-beta
[23], and uric acid crystals [24]. Recent findings suggest that
ROS regulate NLRP3 inflammasome activation and TLR4
signaling [14,25,26] and that inhibition of NLRP3 activation may
be a therapeutic strategy for inflammation-related diseases
[27].
In this study, we evaluated the anti-inflammatory activity of
the synthesized polyenylpyrroles and analogs using LPS-
activated macrophages and identified compound 1h as a non-
toxic compound that can reduce inflammatory mediator
expression and NLRP3 inflammasome activation. The
intracellular signaling pathways affected by compound 1h in
activated macrophages were also investigated.
Materials and Methods
Materials
The polyenylpyrroles, auxarconjugatin A and 12E-isorumbrin,
and a range of analogues (Figure 1 and Table 1) were
synthesized as described previously [9]. The backbone of the
synthesized polyenylpyrroles is shown in Figure 1. The
compounds were dissolved in DMSO and used in cultures at a
final concentration of 0.1% DMSO. LPS (from Escherichia coli
0111:B4), adenosine triphosphate (ATP), and mouse
antibodies against mouse phospho-ERK1/2, phospho-JNK1/2,
phospho-p38, or actin were purchased from Sigma (St. Louis,
MO). Rabbit antibodies against mouse phospho-IKK-α/β, IKK,
phospho-IκB-α, IκB-α, phospho-PKC-α, IL-1β, caspase-1,
inducible NO synthase (iNOS), cyclooxygenase-2 (COX-2), or
phospho-IKK-α/β and horseradish peroxidase (HRP)-labeled
second antibodies were obtained from Santa Cruz
Biotechnology (Santa Cruz, CA). Mouse monoclonal anti-
mouse NLRP3 antibody was purchased from Enzo Life
Sciences, Inc. (Farmingdale, NY). IL-1β, TNF-α, and IL-6
ELISA kits were purchased from R&D Systems (Minneapolis,
MN).
Cell culture
The murine macrophage cell lines RAW 264.7 and J774A.1
and the C57BL/6 murine bone marrow-derived dendritic cell
line JAWSII were purchased from the American Type Culture
Collection. RAW 264.7 macrophages stably transfected with
Figure 1.  Backbone of the synthesized
polyenylpyrroles.  
doi: 10.1371/journal.pone.0076754.g001
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the NF-κB reporter gene (RAW-Blue™ cells) were purchased
from InvivoGen (San Diego, CA). RAW 264.7, J774A.1, and
RAW-Blue™ cells were grown in RPMI-1640 medium
supplemented with 10% heat-inactivated fetal bovine serum
(FBS) (both from Life Technologies, Carlsbad, CA), while
JAWSII cells were grown in RPMI-1640 medium supplemented
with 20% non-inactivated FBS and 5 ng/ml of murine GM-CSF
(R&D Systems). All cells were cultured at 37 °C in a 5% CO2
incubator.
AlamarBlue® assay for cell viability
RAW 264.7 cells were seeded at a density of 5000 cells in
100 µl of RPMI 1640 medium containing 10% heat-inactivated
FBS in each well of 96-well flat-bottom plates and incubated for
24 h at 37 °C in a 5% CO2 incubator, then for 24 h with the test
samples, then AlamarBlue® assay kits (AbD Serotec Ltd.) were
used to measure cytotoxicity using the protocol described by
the manufacturer.
Enzyme-linked immunosorbent assay (ELISA)
The effects of the test samples on IL-1β, TNF-α, and IL-6
production were measured by ELISA according to the
manufacturer’s instructions. In brief, 50 µl of biotinylated
antibody reagent and 50 µl of supernatant were added to a
stripwell plate precoated with anti-mouse IL-1β, TNF-α, or IL-6
antibodies, which was then incubated at room temperature for
2 h. After washing the plate three times with washing buffer,
100 µl of diluted streptavidin-HRP concentrate was added to
each well and the plate incubated at room temperature for 30
min. The washing process was repeated, then 100 µl of a
premixed tetramethylbenzidine substrate solution was added to
each well and the plate incubated at room temperature in the
Table 1. Cytotoxicity of, and inhibition of LPS-induced NO
production by, polyenylpyrrole derivatives in RAW264.7
macrophages.
Sample R1 R2 R3 Ar IC50a ED50
1a H H Me 3-chloropyrrol-2-yl < 10 µM N.D.
1b Me H Me 3-chloropyrrol-2-yl < 10 µM N.D.
1c nBu H Me 3-chloropyrrol-2-yl < 10 µM N.D.
1d H Me Me 3-chloropyrrol-2-yl < 10 µM N.D.
1e Me Me Me 3-chloropyrrol-2-yl < 10 µM N.D.
1f Me Et Me 3-chloropyrrol-2-yl < 10 µM N.D.
1g nBu Me Me 3-chloropyrrol-2-yl < 10 µM N.D.
1h H H H 3-chloropyrrol-2-yl > 100 µM 15±2 µM
1i Me H H 3-chloropyrrol-2-yl > 100 µM 16±2 µM
1j H H Me 3-chlorothiophen-2-yl > 100 µM 29±6 µM
1k Me H Me 3-chlorothiophen-2-yl > 100 µM 18±2 µM
1l Me H Me 2-chlorophenyl > 100 µM 18±3 µM
1m Me H Me 3-chlorophenyl > 100 µM 26±3 µM
1n Me H Me 3-chloro-1-mesyl-pyrrol-2-yl > 100 µM 17±2 µM
a. IC50 value expressed as the mean value for triplicate wells from at least three
experiments using the AlamarBlue® assay.
N.D.: non-determined.
doi: 10.1371/journal.pone.0076754.t001
dark for 30 min. After addition of 100 µl of stop solution to each
well, the absorbance at 450 nm of each well was measured on
a microplate reader.
NO production inhibitory assay
RAW 264.7 cells seeded in 24-well plates at a density of 5 ×
105 cells/ml (1 ml) were incubated for 24 h with or without LPS
(1 µg/ml) in the absence or presence of the test samples, then
NO production was measured indirectly by analysis of nitrite
levels using the Griess reaction.
NF-κB reporter assay
RAW-Blue™ cells, RAW 264.7 macrophages stably
expressing the gene for secreted embryonic alkaline
phosphatase (SEAP) inducible by NF-κB, were seeded in 60
mm dishes at a density of 5 × 105 cells/ml (1 ml) and grown
overnight in a 5% CO2 incubator at 37 °C. They were then
pretreated with vehicle or compound 1h for 30 min, then LPS
(1 µg/ml) was added and incubation continued for 24 h. The
medium was then harvested and 20 µl aliquots mixed with 200
µl of QUANTI-Blue™ medium (InvivoGen) in 96-well plates and
incubated at 37 °C for 15 min, then SEAP activity was
assessed by measuring the optical density at 655 nm using an
ELISA reader.
Western blots
Cells were washed twice with ice-cold phosphate-buffered
saline (PBS) and lysed on ice for 5 min with lysis buffer (20 mM
Tris-HCl, pH 7.5, 150 mM NaCl, 1 mM Na 2EDTA, 1 mM EGTA,
1% Triton X-100, 2.5 mM sodium pyrophosphate, 1 mM beta-
glycerophosphate, 1 mM Na 3VO4, 1 µg/ml of leupeptin, 1 mM
PMSF, protease inhibitor cocktail). The lysate was then
centrifuged at 12,000 x g at 4 °C for 10 min and the pellet
discarded. Proteins in the supernatant were separated by SDS-
PAGE and electrotransferred to a PVDF membrane (EMD
Millipore Corporation), which was then blocked by incubation
for 1 h at room temperature in blocking buffer [(5% nonfat milk
in PBS containing 0.1% Tween 20 (PBST)], then incubated for
2 h at room temperature with the primary antibody diluted in
blocking buffer. After three washes in PBST, the membrane
was incubated for 1 h at room temperature with an appropriate
HRP-conjugated secondary antibody diluted in blocking buffer
and developed using an enhanced chemiluminescence
Western blot detection system (EMD Millipore Corporation).
Measurement of intracellular ROS production
Intracellular ROS production was measured by detecting the
fluorescence intensity of the 2’, 7’-dichlorofluorescein, the
oxidation product of 2’, 7’-dichlorofluorescein diacetate
(Molecular Probes, Eugene, OR). In one study, RAW 264.7
macrophages (5 × 105/ml; 0.1 ml) were incubated with vehicle,
compound 1h (20 µM), or NAC (10 mM) for 30 min, then 2’, 7’-
dichlorofluorescein diacetate (2 µM) was added for 30 min,
then LPS was added for the indicated time. In another, J774A.1
macrophages (5 × 105/ml; 0.1 ml) were incubated with LPS (1
µg/ml) for 6 h, then vehicle, compound 1h (20 µM), or DPI (25
µM) was added for 30 min. 2’, 7’-dichlorofluorescein diacetate
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(2 µM) was then added for 30 min before incubation with ATP
(5 mM) for the indicated time; while, in another, the order of
addition of compound1h/DPI and LPS was reversed. The
fluorescence intensity of 2’, 7’-dichlorofluorescein was detected
at an excitation wavelength of 485 nm and an emission
wavelength of 530 nm on a microplate absorbance reader (Bio-
Rad Laboratories, Inc).
Measurement of NF-κB p65 nuclear translocation
Nuclear proteins were extracted from RAW 264.7 and
J774A.1 cells using a Nuclear Extract Kit (Active Motif)
according to the manufacturer’s instructions and nuclear NF-κB
p65 activation quantified using an ELISA-based TransAM NF-
κB kit (Active Motif, Tokyo, Japan) according to the
manufacturer’s protocol by reading the absorbance at 450 nm
with a microplate absorbance reader (Bio-Rad Laboratories,
Inc) and a reference wavelength of 655 nm.
Statistical analysis
All values are given as the mean ± SD. Data were analyzed
by one-way ANOVA with a subsequent Scheffé test.
Results
Synthesis of the test compounds
The polyenylpyrroles, auxarconjugatin A and 12E-isorumbrin,
were previously isolated from the soil ascomycete
Gymnoascus reessii and 12E-isorumbrin shown to be cytotoxic
for various cancer cells [8]. We have synthesized these
compounds and a range of analogs (Table 1 and Figure 1) and
investigated their cytotoxicity for the human lung cancer sell
line A549 [9]. The backbone of the synthesized
polyenylpyrroles is shown in Figure 1. Since the 3-chloropyrrole
group has been shown to play an important role in the
cytotoxicity of auxarconjugatin A (compound 1b) and 12E-
isorumbrin (compound 1e) [8], in some analogs, it was
replaced by other 2- or 3-chlorosubstituted aromatic rings. In
addition, H, Me, Et, or n-Bu was added at the different R
positions (Table 1).
Effect of polyenylpyrrole derivatives on macrophage
viability
The aim of the present study was to identify non-toxic
polyenylpyrrole derivatives that could be used as anti-
inflammatory agents. Compounds 1a-n (Table 1) at
concentrations from 6.25 µM to 100 µM were evaluated for
cytotoxicity against the murine macrophage cell line RAW
264.7 after 24 h treatment. As shown in Table 1, compounds
1a-g exhibited high cytotoxicity, with IC50 values below 10 µM,
indicating that they were not suitable for evaluation of their anti-
inflammatory activities. In contrast, compounds 1h-n were not
cytotoxic at any of the concentrations tested and their anti-
inflammatory activity was therefore examined by measuring
their ability to reducing LPS-induced NO production by RAW
264.7 macrophages. As shown in Table 1, the three most
potent compounds were 1h, 1i, and 1n, with respective ED50
values of 15 ± 2, 16 ± 2, and 17 ± 2 µM, and these were used
in subsequent studies.
Compounds 1h, 1i, and 1n decrease production of NO,
iNOS, and IL-6 by LPS-activated RAW 264.7
macrophages
To investigate the inhibitory effect of compounds 1h, 1i, and
1n on the LPS-induced inflammatory response, NO levels in
the supernatants of RAW 264.7 macrophages incubated with
DMSO (vehicle) or compound 1h, 1i, or 1n for 30 min before,
and during, incubation for 24 h with LPS (1 µg/ml) were
measured by the Griess reaction. The results showed that
treatment with compound 1h, 1i, or 1n alone did not alter NO
levels produced by non-activated cells (data not shown), but
decreased NO production by LPS-activated cells in a dose-
dependent manner (Figure 2A). We next investigated their
effect on the expression of iNOS, the NO producing enzyme,
using Western blots. As shown in Figure 2B, pretreatment of
RAW 264.7 macrophages for 30 min with 0-40 µM compound
1h (top panel), 1i (center panel), or 1n (bottom panel) before
addition of LPS for 24 h resulted in reduced LPS-induced iNOS
expression, the effect being significant at 5-40 µM compound
1h and 40 µM compound 1i or 1n, but did not affect expression
of COX-2, an enzyme producing prostaglandin E2. In addition,
we tested the effect of pretreatment on cytokine secretion (IL-6
and TNF-α) by LPS-activated RAW 264.7 macrophages and
found that none of the three compounds altered background
levels of IL-6 and TNF-α in non-stimulated macrophages (data
not shown), but all three significantly decreased IL-6 production
by LPS-activated cells in a dose-dependent manner, with
compound 1h being more potent than 1i and 1n (Figure 2C,
upper panel), while TNF-α secretion was only slightly and non-
significantly reduced (Figure 2C, lower panel).
Compound 1h decreases IL-6 and TNF-α secretion by
LPS-activated J774A.1 macrophages, peritoneal
macrophages, and JAWSII dendritic cells
To confirm the anti-inflammatory activity of compound 1h
seen with RAW 264.7 cells, its effect on LPS-induced cytokine
secretion was investigated using another murine macrophage
cell line J774A.1 and primary peritoneal macrophages from
C57BL/6 mice and the results showed that it reduced secretion
of IL-6 and TNF-α in both J774A.1 cells (Figure 3A) and
peritoneal macrophages (Figure 3B) in a dose-dependent
manner. It also reduced LPS-induced IL-6 and TNF-α secretion
by the murine dendritic cell line JAWSII (Figure 3C).
Compound 1h reduces IL-1β secretion by inhibiting the
NLRP3 inflammasome
ATP is known to activate the NLRP3 inflammasome in LPS-
primed macrophages, leading to caspase-1 activation and
IL-1β secretion [28]. To examine whether compound 1h could
affect NLRP3 inflammasome activation, the mouse
macrophage cell line J774A.1 was used (RAW 264.7
macrophages are not suitable for studying the NLRP3
inflammasome). The full activation of the NLRP3
inflammasome requires both a priming signal (LPS) and an
Anti-Inflammatory Activity of Polyenylpyrrole
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Figure 2.  Effect of polyenylpyrrole derivatives on the expression of inflammatory mediators in LPS-stimulated RAW 264.7
macrophages.  In (A) and (C), the cells (5 × 105/ml; 1 ml) were incubated for 30 min with 2.5-40 µM compound 1h, 1i, or 1n or
DMSO (vehicle), then LPS (1 µg/ml) was added and incubation continued for 24 h, then NO (A) or IL-6 or TNF-α (C) in the culture
medium was assayed by the Griess reaction or ELISA, respectively. In (B), cells (5 × 105/ml; 1 ml) were pretreated for 30 min with
2.5-40 µM compound 1h or DMSO, then LPS (1 µg/ml) was added and incubation continued for 24 h, then expression of iNOS and
COX-2 was measured by Western blotting. The fold increase is the intensity of the band of interest divided by that of the actin band
normalized to the corresponding value for the 0 LPS/0 inhibitor control. In (A) and (C), the data are expressed as the mean ± SD for
three separate experiments, while, in (B), the results are representative of those obtained in three different experiments and the
histogram shows the quantification expressed as the mean ± SD for these 3 experiments. *, **, and *** indicate a significant
difference at the level of p < 0.05, p < 0.01, or p < 0.001, respectively, compared to the DMSO/LPS group.
doi: 10.1371/journal.pone.0076754.g002
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Figure 3.  Effect of compound 1h on LPS-induced secretion of IL-6 and TNF-α by J774A.1 macrophages, peritoneal
macrophages, and JAWSII dendritic cells.  (A) J774A.1 macrophages, (B) peritoneal macrophages, or (C) JAWSII dendritic cells
(all 4 × 105/ml; 1 ml) were incubated for 30 min with 10-40 µM compound 1h or DMSO, then LPS (1 µg/ml) was added and
incubation continued for 24 h, then IL-6 levels (left panels) and TNF-α levels (right panels) in the culture medium were measured
by ELISA. The data are expressed as the mean ± SD for three separate experiments. *, **, and *** indicate a significant difference
at the level of p < 0.05, p < 0.01, or p < 0.001, respectively, compared to the DMSO/LPS group.
doi: 10.1371/journal.pone.0076754.g003
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activation signal (ATP), and we therefore examined the effect
of compound 1h on both signaling events. As shown in Figure
4A, incubation of J774A.1 macrophages with compound 1h for
30 min before treatment for 5.5 h with LPS, followed by
treatment with ATP for 30 min significantly inhibited IL-1β
secretion (upper panel) and the generation of active
caspase-1 (p10; lower panel) in a dose-dependent manner.
Using the same conditions, compound 1h also inhibited IL-1β
secretion by primary peritoneal macrophages (Figure 4B). In
addition, to examine whether compound 1h was able to affect
the ATP-mediated activation signal, we incubated J774A.1
cells with LPS for 5.5 h, then with compound 1h for 30 min
before ATP stimulation and, as shown in Figure 4C, found that
compound 1h inhibited the LPS-induced increase in IL-1β
secretion (upper panel), but not caspase-1 activation (lower
panel), but, as shown in Figure 4D, had no significant effect on
IL-6 secretion. These results demonstrate that compound 1h
inhibited NLRP3 inflammasome-mediated IL-1β secretion, but
not IL-6 secretion, which is independent of the NLRP3
inflammasome. We also tested the ability of compound 1h to
inhibit expression of NLRP3 protein (an essential component of
the NLRP3 inflammasome) and of proIL-1β (IL-1β precursor) in
LPS-activated J774A.1 cells by incubating the cells with
different concentrations of compound 1h for 30 min before
addition of LPS for another 6 h and, as shown in Figure 4E,
found that it inhibited LPS-induced proIL-1β expression in a
dose-dependent fashion, but increased NLRP3 expression.
Compound 1h inhibits ROS production by, and MAPK
activation in, LPS-activated macrophages
ROS have been demonstrated to play important roles in
LPS-mediated cytokine expression [14,26]. To test whether
compound 1h exerted its anti-inflammatory effect on LPS-
activated cells by downregulation of ROS production,
intracellular ROS production in LPS-activated RAW 264.7
macrophages was measured. As shown in the time-course
study in Figure 5A LPS stimulation of cells rapidly induced
ROS production and pretreatment for 30 min with NAC (10
mM), a potent antioxidant, reduced ROS production.
Pretreatment for 30 min with compound 1h (20 µM) also
reduced LPS-stimulated ROS production, suggesting that its
anti-inflammatory effect might be mediated partially through its
antioxidative activity.
LPS is a potent inducer of macrophage activation and pro-
inflammatory cytokine production, as it activated TLR4, which,
in turn, activates many signaling pathways, including the
mitogen-activated protein kinase (MAPK) signaling pathways
[29]. To examine whether the effects of compound 1h on LPS-
induced macrophages were associated with activation of
MAPK signaling cascades, RAW 264.7 macrophages were
incubated with DMSO or compound 1h (20 µM) for 30 min,
then with LPS (1 µg/ml) for 0-60 min, and phosphorylation of
the MAPKs, ERK1/2, JNK1/2, and p38 determined by Western
blot analysis. As shown in Figure 5B, compound 1h inhibited
phosphorylation of all 3 MAPKs in LPS-activated RAW 264.7
macrophages, these effects being maximal with 20-30 min of
LPS stimulation. Using LPS stimulation for 20 min, these
results were confirmed in J774A.1 macrophages (Figure 5C).
These results show that compound 1h inhibits activation of the
MAPK signaling cascades in LPS-activated macrophages.
Compound 1h inhibits NF-κB activation in LPS-
activated macrophages
In resting macrophages, NF-κB is sequestered in the
cytoplasm as an inactive precursor complex by its inhibitory
protein, IκB. Following LPS stimulation, IκB in the complex is
phosphorylated by IκB kinase (IKK), ubiquitinated, and rapidly
degraded in proteasomes, thus releasing NF-κB [30]. In
determining whether compound 1h could inhibit LPS-stimulated
NF-κB signaling in macrophages, we found that it inhibited
phosphorylation of IKK-α and IκB-α in a dose-dependent
manner and also had a inhibitory effect on IκB-α degradation in
LPS-activated RAW 264.7 macrophages (Figure 6A) and
J774A.1 macrophages (Figure 6B). In addition, it inhibited NF-
κB nuclear translocation in LPS-activated RAW 264.7
macrophages (Figure 6C) and J774A.1 macrophages (Figure
6D). Furthermore, using NF-κB-dependent alkaline
phosphatase reporter cells, we demonstrated that NF-κB
transcriptional activity in LPS-stimulated macrophages was
also reduced by compound 1h (Figure 6E). These results show
that compound 1h inhibits the activation of the NF-κB signaling
cascades in LPS-activated macrophages.
Compound 1h inhibits ROS production by, and PKC-α
phosphorylation in, ATP-activated macrophages
ATP-induced ROS production by NADPH oxidase is required
for caspase-1 activation in, and IL-1β secretion by,
macrophages [31,32]. To determine whether the inhibition of
LPS-induced IL-1β secretion by compound 1h occurred via
inhibition of ATP-induced ROS production, LPS-primed J774A.
1 macrophages were incubated with vehicle or compound 1h
(20 µM) for 30 min before addition of ATP or PBS for 0-40 min
and the results showed that compound 1h slightly reduced
ATP-induced ROS production at 40 min (Figure 7A), whereas
addition of compound 1h 30 min before LPS priming
significantly inhibited ATP-induced ROS production (Figure
7B), while the NADPH oxidase inhibitor, diphenylene iodonium
(DPI) inhibited both processes. In addition, when LPS-primed
J774A.1 macrophages were incubated with vehicle or
compound 1h (20 µM) for 30 min before ATP stimulation for
0-60 min, compound 1h caused significant inhibition of ATP-
induced PKC-α phosphorylation at 20-60 min (Figure 7C).
Discussion
Fungi are a valuable source of novel natural products with
many biological activities [8,33]. Polyketides isolated from fungi
exhibit various biological properties, such as antibacterial [5],
antifungal [5,6], and antitumor [7,8] activities, but their effect on
immune responses are not fully understood. It has been
demonstrated that mycolactone, a natural polyketide produced
by Mycobacterium ulcerans which causes the skin disease
Buruli ulcer, reduces the immune response and the infiltration
of inflammatory cells into the infection site [10]. In addition, a
polyketide synthase-produced phenolic glycolipid isolated from
Mycobacterium tuberculosis has been found to inhibit the
Anti-Inflammatory Activity of Polyenylpyrrole
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Figure 4.  Effect of compound 1h on NLRP3 inflammasome activation in LPS+ATP-activated J774A.1 macrophages.  (A)
J774A.1 macrophages (1 × 106/ml; 1 ml) or (B) peritoneal macrophages (1 × 105/ml; 1 ml) were incubated with 10-40 µM compound
1h or DMSO for 30 min, then LPS (1 µg/ml) was added and incubation continued for 5.5 h, then the cells were stimulated with ATP
(5 mM) for an additional 30 min, then IL-1β in the culture medium was measured by ELISA (A, upper panel; B) and levels of active
caspase-1 (p10) (A, lower panel) measured by Western blotting. In (C) and (D), J774A.1 macrophages (1 × 106/ml; 1ml) were
incubated with LPS (1 µg/ml) for 5.5 h, then with 10-40 µM compound 1h or DMSO for 30 min in the continued presence of LPS,
followed by stimulation with ATP (5 mM) for an additional 30 min, then IL-1β levels (C, upper panel) and IL-6 levels (D) in the
culture medium were measured by ELISA and levels of active caspase-1 (p10) were measured by Western blotting (C, lower
panel). In A and C, the fold increase is the intensity of the p10 band divided by that of the p45 band normalized to the
corresponding value for the 0 LPS/0 inhibitor control. In (E), J774A.1 macrophages (1 × 106/ml; 1 ml) were incubated for 30 min with
DMSO or 1-40 µM compound 1h, then LPS (1 µg/ml) was added and incubation continued for 6 h, then expression of NLRP3 and
proIL-1β was measured by Western blotting. The fold increase is the intensity of the band of interest divided by that of the actin
band normalized to the corresponding value for the 0 LPS/0 inhibitor control. In the ELISA studies, the data are expressed as the
mean ± SD for three separate experiments, while, in the Western blot studies, the results shown are representative of those
obtained in three different experiments and the histogram shows the quantification expressed as the mean ± SD. *, **, and ***
indicate a significant difference at the level of p < 0.05, p < 0.01, and p < 0.001, respectively, compared to the DMSO/LPS/ATP
group (A, B), LPS/DMSO/ATP group (C, D), or the DMSO/LPS group (E).
doi: 10.1371/journal.pone.0076754.g004
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Figure 5.  Effect of compound 1h on ROS production and MAPK phosphorylation in LPS-activated macrophages.  In (A),
RAW 264.7 macrophages (5 × 105/ml; 1 ml) were incubated for 30 min with compound 1h (20 µM), N-acetyl cysteine (NAC; 10 mM),
or DMSO (vehicle), then 2’, 7’-dichlorofluorescein diacetate (2 µM) was added for 30 min, followed by LPS (1 µg/ml) stimulation for
the indicated time, then ROS levels were measured by detection of the mean fluorescence intensity (MFI) of the fluorophore
carboxyl-DCF and expressing this value relative to that at time zero. In (B), RAW 264.7 macrophages (5 × 105/ml; 1 ml) were
incubated for 30 min with compound 1h (20 µM) or DMSO, then LPS (1 µg/ml) was added and incubation continued for 0-60 min,
then phosphorylation of ERK1/2, JNK1/2, and p38 was analyzed by Western blotting and expressed relative to actin expression and
as a fold increase compared to the control group at 0 time. In (C), J774A.1 macrophages (5 × 105/ml; 1 ml) were incubated for 30
min with 10-40 µM compound 1h or DMSO, then LPS (1 µg/ml) was added and incubation continued for 20 min, then
phosphorylation of ERK1/2, JNK1/2, and p38 was analyzed as in B. In (A), the data are expressed as the mean ± SD for three
separate experiments, while, in (B) and (C), the results are representative of those obtained in three different experiments. *
indicates a significant difference at the level of p < 0.05 compared to the DMSO/LPS group.
doi: 10.1371/journal.pone.0076754.g005
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Figure 6.  Effect of compound 1h on NF-κB activation in LPS-activated macrophages.  (A) RAW 264.7 macrophages or (B)
J774A.1 macrophages (both 5 × 105/ml; 1 ml) were incubated for 30 min with 10-40 µM compound 1h or DMSO, then LPS (1 µg/ml)
was added and incubation continued for 20 min, then levels of phosphorylated and total IKK-α and IκB-α were measured by
Western blotting. (C) RAW 264.7 macrophages or (D) J774A.1 macrophages (both 5 × 105/ml; 1 ml) were treated as in A and B,
then nuclear translocation of NF-κB was analyzed by ELISA. (E) RAW-BlueTM cells (5 × 105/ml; 1 ml) were incubated for 30 min with
2.5-40 µM compound 1h or DMSO, then LPS (1 µg/ml) was added and incubation continued for 24 h, then SEAP activity was
measured by the QUANTI-BlueTM assay and expressed as a percentage of that in the absence of compound 1h. In (A) and (B), the
results are representative of those obtained in three different experiments. In (C-E), the data are expressed as the mean ± SD for
three separate experiments. *, **, and *** indicate a significant difference at the level of p < 0.05, p < 0.01, and p < 0.001,
respectively, compared to the DMSO/LPS group.
doi: 10.1371/journal.pone.0076754.g006
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Figure 7.  Effect of compound 1h on ROS production and PKC-α phosphorylation in ATP-activated macrophages.  In (A),
J774A.1 macrophages (1 × 106/ml; 1 ml) were incubated with LPS (1 µg/ml) for 6 h, then with compound 1h (20 µM), the NADPH
oxidase inhibitor DPI (25 µM), or DMSO (vehicle) for 30 min in the continued presence of LPS, then 2’,7’-dichlorofluorescein
diacetate (2 µM) was added for 30 min, followed by ATP (5 mM) for the indicated time, then ROS levels were determined by
measuring the mean fluorescence intensity (MFI) of the fluorophore carboxyl-DCF and expressing this value relative to that at time
zero. In (B), J774A.1 macrophages (1 × 106/ml; 1 ml) were incubated with compound 1h (20 µM), DPI (25 µM), or DMSO (vehicle)
for 30 min, then LPS (1 µg/ml) was added for 6 h; the cells were then incubated with 2’,7’-dichlorofluorescein diacetate (2 µM) for 30
min, then with ATP (5 mM) for the indicated time and ROS levels were measured by detection of the fluorescence intensity of the
fluorophore carboxyl-DCF and expressed relative to that at time zero. In (C), LPS-primed J774A.1 macrophages (1 × 106/ml; 1 ml)
were incubated for 30 min with 20 µM compound 1h or DMSO (vehicle) followed by ATP (5 mM) stimulation for 0-60 min, then
phosphorylation of PKC-α was analyzed by Western blotting and expressed as the fold increase measured as the intensity of the
PKC-α band divided by that of the actin band normalized to the corresponding value for DMSO at 0 minutes. In (A) and (B), the data
are expressed as the mean ± SD for three separate experiments, while, in (C), the results are representative of those obtained in
three different experiments and the histogram shows the quantification expressed as the mean ± SD. * indicates a significant
difference at the level of p < 0.05 compared to the DMSO/ATP group.
doi: 10.1371/journal.pone.0076754.g007
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release of pro-inflammatory mediators by activated
macrophages [11]. Commercially available polyketides include
rapamycin, a potent immunosuppressant [34], and fumagillin,
which has been used in the treatment of microsporidiosis [35].
These results indicate that polyketides could be a valuable
source of anti-inflammatory agents.
Thus far, polyketides have been mainly isolated from fungi or
bacteria, but the typically small quantities that can be obtained
in this way often limit biological studies. To address this
limitation, we previously synthesized a group of polyketides
(Figure 1 and Table 1) consisting of two hit compounds isolated
from the soil ascomycete Gymnoascus reessii, auxarconjugatin
A (compound 1b) and 12E-isorumbrin (compound 1e), and
several analogs and evaluated their anti-lung cancer activity
[9]. In the present study, we evaluated the anti-inflammatory
activities of these compounds. Although compounds 1a-g were
cytotoxic, compounds 1h-n were able to inhibit LPS-induced
NO production without reducing macrophage viability.
ROS have an established role in inflammatory cytokine
production in response to LPS [14,36]. They have also been
implicated as playing an important role in NLRP3
inflammasome activation [25,37-39]. Compound 1h exhibited
antioxidative activity by reducing LPS-induced ROS production.
However, from the data obtained, we were unable to conclude
whether it inhibits the enzymes involved in ROS production or
scavenges the ROS produced. However, further studies
indicated that its effect of decreasing LPS-induced production
of iNOS, NO, and IL-6 may be, at least in part, due to its
antioxidative activity. The effect of compound 1h on LPS-
induced TNF-α secretion might be cell type-dependent, as it
reduced TNF-α secretion by LPS-activated murine J774A.1
macrophages, primary mice peritoneal macrophages, and
JAWSII murine dendritic cells, but not LPS-activated murine
RAW 264.7 macrophages. TNF-α secretion is controlled at the
transcriptional and post-transcriptional levels by NF-κB and
TNF-α converting enzyme, respectively (29,30). Since
compound 1h reduced LPS-induced NF-κB activation in both
J774A.1 and RAW 264.7 macrophages, this suggests that NF-
κB plays less of a role in TNF-α secretion by RAW 264.7
macrophages. An earlier study reported that NLRP3 mRNA
expression in LPS-activated macrophages was inhibited by
ROS inhibitors [40], supporting an important role of ROS in
NLRP3 expression. However, our results seem to contradict
this finding, as, although compound 1h reduced ROS
production in LPS-activated cells, it did not reduce NLRP3
protein expression. We therefore speculate that LPS activates
signaling pathways other than the ROS pathway for the
regulation of NLRP3 protein expression. We also found that
compound 1h was able to reduce not only conventional
inflammatory responses, such as NO and IL-6 production, but
also NLRP3 inflammasome-mediated IL-1β expression in LPS-
activated macrophages. NLRP3 inflammasome activation
required both a priming signal (e.g., from TLR4) and an
activation signal (e.g., from ATP) for caspase-1 activation and
IL-1β secretion [40,41]. In the LPS-mediated priming stage,
although compound 1h was not able to inhibit NLRP3
expression in LPS-activated macrophages, it significantly
inhibited both proIL-1β expression and ROS production. These
results show that it inhibits NLRP3 inflammasome activation by
reducing ROS production, but not by reducing NLRP3 protein
expression. Addition of compound 1h after LPS priming only
slightly reduced ATP-induced ROS production (Figure 7A), but
addition before LPS priming significantly reduced LPS+ATP-
induced ROS productionOK (Figure 7B). These results suggest
that it blocks an as yet unknown signal induced by LPS that
contributes to ATP-mediated ROS production. They also
explain why compound 1h significantly inhibited caspase-1
activation and IL-1β secretion when added before LPS priming,
but only slightly reduced IL-1β secretion when added after LPS
priming. ATP-induced ROS production has been shown to
activate caspase-1 through the PI3-kinase/AKT pathway [32].
However in our study, we found that compound 1h did not
reduce ATP-induced AKT phosphorylation in LPS-primed
macrophages (data not shown), but, instead resulted, in a
reduction in ATP-induced PKC-α phosphorylation.
In summary, we have shown that compound 1h, a non-toxic
polyenylpyrrole, is able to inhibit NLRP3 inflammasome
activation and NO and IL-6 expression by inhibiting LPS- and
ATP-induced ROS production and LPS-induced activation of
MAPK and NF-κB. The proposed anti-inflammatory mechanism
of compound 1h is shown in Figure 8. These results suggest
that compound 1h could be a lead compound for the
development of anti-inflammatory therapeutics.
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Figure 8.  Proposed anti-inflammatory mechanism of compound 1h in LPS+ATP-activated macrophages.  
doi: 10.1371/journal.pone.0076754.g008
Anti-Inflammatory Activity of Polyenylpyrrole
PLOS ONE | www.plosone.org 13 October 2013 | Volume 8 | Issue 10 | e76754
Author Contributions
Conceived and designed the experiments: KFH. Performed the
experiments: JCC YLT. Analyzed the data: KFH. Contributed
reagents/materials/analysis tools: YL AC SMK ZF MLL FLY
YLY YCC SHW. Wrote the manuscript: KFH.
References
1. Slesarev AI, Stetter KO, Lake JA, Gellert M, Krah R et al. (1993) DNA
topoisomerase V is a relative of eukaryotic topoisomerase I from a
hyperthermophilic prokaryote. Nature 364(6439): 735-737. doi:
10.1038/364735a0. PubMed: 8395022.
2. Borel JF, Feurer C, Gubler HU, Stähelin H (1976) Biological effects of
cyclosporin A: a new antilymphocytic agent. Agents Actions 6(4):
468-475. doi:10.1007/BF01973261. PubMed: 8969.
3. Kino T, Hatanaka H, Hashimoto M, Nishiyama M, Goto T et al. (1987)
FK-506, a novel immunosuppressant isolated from a Streptomyces. I.
Fermentation, isolation, and physico-chemical and biological
characteristics. J Antibiot Tokyo 40(9): 1249-1255. doi:10.7164/
antibiotics.40.1249. PubMed: 2445721.
4. Vézina C, Kudelski A, Sehgal SN (1975) Rapamycin (AY-22,989), a
new antifungal antibiotic. I. Taxonomy of the producing streptomycete
and isolation of the active principle. J Antibiot Tokyo 28(10): 721-726.
doi:10.7164/antibiotics.28.721. PubMed: 1102508.
5. Shim SH, Baltrusaitis J, Gloer JB, Wicklow DT (2011) Phomalevones
A-C: dimeric and pseudodimeric polyketides from a fungicolous
Hawaiian isolate of Phoma sp. (Cucurbitariaceae). J Nat Prod 74(3):
395-401. doi:10.1021/np100791b. PubMed: 21247198.
6. Chomcheon P, Wiyakrutta S, Aree T, Sriubolmas N, Ngamrojanavanich
N et al. (2010) Curvularides A-E: antifungal hybrid peptide-polyketides
from the endophytic fungus Curvularia geniculata. Chemistry 16(36):
11178-11185. doi:10.1002/chem.201000652. PubMed: 20680940.
7. Yang YL, Lu CP, Chen MY, Chen KY, Wu YC et al. (2007) Cytotoxic
polyketides containing tetramic acid moieties isolated from the fungus
Myceliophthora Thermophila: elucidation of the relationship between
cytotoxicity and stereoconfiguration. Chemistry 13(24): 6985-6991. doi:
10.1002/chem.200700038. PubMed: 17503417.
8. Clark BR, Capon RJ, Lacey E, Tennant S, Gill JH (2006)
Polyenylpyrroles and polyenylfurans from an Australian Isolate of the
soil ascomycete Gymnoascus reessii. Org Lett 8(4): 701-704. doi:
10.1021/ol052880y. PubMed: 16468746.
9. Fang Z, Liao PC, Yang YL, Yang FL, Chen YL et al. (2010) Synthesis
and biological evaluation of polyenylpyrrole derivatives as anticancer
agents acting through caspases-dependent apoptosis. J Med Chem
53(22): 7967-7978. doi:10.1021/jm100619x. PubMed: 20964408.
10. Coutanceau E, Decalf J, Martino A, Babon A, Winter N et al. (2007)
Selective suppression of dendritic cell functions by Mycobacterium
ulcerans toxin mycolactone. J Exp Med 204(6): 1395-1403. doi:
10.1084/jem.20070234. PubMed: 17517970.
11. Reed MB, Domenech P, Manca C, Su H, Barczak AK et al. (2004) A
glycolipid of hypervirulent tuberculosis strains that inhibits the innate
immune response. Nature 431(7004): 84-87. doi:10.1038/nature02837.
PubMed: 15343336.
12. Medzhitov R, Janeway CA (1997) Innate immunity: the virtues of a
nonclonal system of recognition. Cell 91: 295-298. doi:10.1016/
S0092-8674(00)80412-2. PubMed: 9363937.
13. Takeda K, Kaisho T, Akira S (2003) Toll-like receptors. Annu Rev
Immunol 21: 335-376. doi:10.1146/annurev.immunol.
21.120601.141126. PubMed: 12524386.
14. Hsu HY, Wen MH (2002) Lipopolysaccharide-mediated reactive oxygen
species and signal transduction in the regulation of interleukin-1 gene
expression. J Biol Chem 277(25): 22131-22139. doi:10.1074/
jbc.M111883200. PubMed: 11940570.
15. Cassel SL, Joly S, Sutterwala FS (2009) The NLRP3 inflammasome: a
sensor of immune danger signals. Semin Immunol 21(4): 194-198. doi:
10.1016/j.smim.2009.05.002. PubMed: 19501527.
16. Jin C, Flavell RA (2010) Molecular mechanism of NLRP3
inflammasome activation. J Clin Immunol 30(5): 628-631. doi:10.1007/
s10875-010-9440-3. PubMed: 20589420.
17. Kanneganti TD, Ozören N, Body-Malapel M, Amer A, Park JH et al.
(2006) Bacterial RNA and small antiviral compounds activate
caspase-1 through cryopyrin/Nalp3. Nature 440(7081): 233-236. doi:
10.1038/nature04517. PubMed: 16407888.
18. Allen IC, Scull MA, Moore CB, Holl EK, McElvania-TeKippe E et al.
(2009) The NLRP3 inflammasome mediates in vivo innate immunity to
influenza A virus through recognition of viral RNA. Immunity 30(4):
556-565. doi:10.1016/j.immuni.2009.02.005. PubMed: 19362020.
19. Gross O, Poeck H, Bscheider M, Dostert C, Hannesschläger N et al.
(2009) Syk kinase signalling couples to the Nlrp3 inflammasome for
anti-fungal host defence. Nature 459(7245): 433-436. doi:10.1038/
nature07965. PubMed: 19339971.
20. Vandanmagsar B, Youm YH, Ravussin A, Galgani JE, Stadler K et al.
(2011) The NLRP3 inflammasome instigates obesity-induced
inflammation and insulin resistance. Nat Med 17(2): 179-188. doi:
10.1038/nm.2279. PubMed: 21217695.
21. Duewell P, Kono H, Rayner KJ, Sirois CM, Vladimer G et al. (2010)
NLRP3 inflammasomes are required for atherogenesis and activated
by cholesterol crystals. Nature 464(7293): 1357-1361. doi:10.1038/
nature08938. PubMed: 20428172.
22. Hornung V, Bauernfeind F, Halle A, Samstad EO, Kono H et al. (2008)
Silica crystals and aluminum salts activate the NALP3 inflammasome
through phagosomal destabilization. Nat Immunol 9(8): 847-856. doi:
10.1038/ni.1631. PubMed: 18604214.
23. Halle A, Hornung V, Petzold GC, Stewart CR, Monks BG et al. (2008)
The NALP3 inflammasome is involved in the innate immune response
to amyloid-beta. Nat Immunol 9(8): 857-865. doi:10.1038/ni.1636.
PubMed: 18604209.
24. Martinon F, Pétrilli V, Mayor A, Tardivel A, Tschopp J (2006) Gout-
associated uric acid crystals activate the NALP3 inflammasome. Nature
440(7081): 237-241. doi:10.1038/nature04516. PubMed: 16407889.
25. Martinon F (2010) Signaling by ROS drives inflammasome activation.
Eur J Immunol 40(3): 616-619. doi:10.1002/eji.200940168. PubMed:
20201014.
26. Liao PC, Chien SC, Ho CL, Wang EI, Lee SC et al. (2010) Osthole
regulates inflammatory mediator expression through modulating NF-κB,
mitogen-activated protein kinases, protein kinase C, and reactive
oxygen species. J Agric Food Chem 58(19): 10445-10451. doi:10.1021/
jf102812t. PubMed: 20839800.
27. Tsai PY, Ka SM, Chang JM, Chen HC, Shui HA et al. (2011)
Epigallocatechin-3-gallate prevents lupus nephritis development in
mice via enhancing the Nrf2 antioxidant pathway and inhibiting NLRP3
inflammasome activation. Free Radic Biol Med 51(3): 744-754. doi:
10.1016/j.freeradbiomed.2011.05.016. PubMed: 21641991.
28. Hu Y, Mao K, Zeng Y, Chen S, Tao Z et al. (2010) Tripartite-motif
protein 30 negatively regulates NLRP3 inflammasome activation by
modulating reactive oxygen species production. J Immunol 185(12):
7699-7705. doi:10.4049/jimmunol.1001099. PubMed: 21048113.
29. Su SC, Hua KF, Lee H, Chao LK, Tan SK et al. (2006) LTA and LPS
mediated activation of protein kinases in the regulation of inflammatory
cytokines expression in macrophages. Clin Chim Acta 374(1-2):
106-115. doi:10.1016/j.cca.2006.05.045. PubMed: 16899235.
30. Baeuerle PA (1998) IkappaB-NF-kappaB structures: at the interface of
inflammation control. Cell 95: 729-731. doi:10.1016/
S0092-8674(00)81694-3. PubMed: 9865689.
31. Moore SF, MacKenzie AB (2009) NADPH oxidase NOX2 mediates
rapid cellular oxidation following ATP stimulation of endotoxin-primed
macrophages. J Immunol 183(5): 3302-3308. doi:10.4049/jimmunol.
0900394. PubMed: 19696433.
32. Cruz CM, Rinna A, Forman HJ, Ventura AL, Persechini PM et al.
(2007) ATP activates a reactive oxygen species-dependent oxidative
stress response and secretion of proinflammatory cytokines in
macrophages. J Biol Chem 282(5): 2871-2879. PubMed: 17132626.
33. Yang YL, Liao WY, Liu WY, Liaw CC, Shen CN et al. (2009) Discovery
of new natural products by intact-cell mass spectrometry and LC-SPE-
NMR: malbranpyrroles, novel polyketides from thermophilic fungus
Malbranchea sulfurea. Chemistry 15(43): 11573-11580. doi:10.1002/
chem.200901556. PubMed: 19768713.
34. Schreiber SL (1991) Chemistry and biology of the immunophilins and
their immunosuppressive ligands. Science 251(4991): 283-287. doi:
10.1126/science.1702904. PubMed: 1702904.
35. Molina JM, Tourneur M, Sarfati C, Chevret S, de Gouvello A et al.
(2002) Fumagillin treatment of intestinal microsporidiosis. N Engl J Med
346(25): 1963-1969. doi:10.1056/NEJMoa012924. PubMed: 12075057.
36. Bulua AC, Simon A, Maddipati R, Pelletier M, Park H et al. (2011)
Mitochondrial reactive oxygen species promote production of
proinflammatory cytokines and are elevated in TNFR1-associated
Anti-Inflammatory Activity of Polyenylpyrrole
PLOS ONE | www.plosone.org 14 October 2013 | Volume 8 | Issue 10 | e76754
periodic syndrome (TRAPS). J Exp Med 208(3): 519-533. doi:10.1084/
jem.20102049. PubMed: 21282379.
37. Saïd-Sadier N, Padilla E, Langsley G, Ojcius DM (2010) Aspergillus
fumigatus stimulates the NLRP3 inflammasome through a pathway
requiring ROS production and the Syk tyrosine kinase. PLOS ONE
5(4): e10008. doi:10.1371/journal.pone.0010008. PubMed: 20368800.
38. Zhou R, Yazdi AS, Menu P, Tschopp J (2011) A role for mitochondria in
NLRP3 inflammasome activation. Nature 469(7329): 221-225. doi:
10.1038/nature09663. PubMed: 21124315.
39. Carta S, Tassi S, Pettinati I, Delfino L, Dinarello CA et al. (2011) The
rate of IL-1{beta} secretion in different myeloid cells varies with the
extent of redox response to Toll-like receptor triggering. J Biol Chem
286(31): 27069-27080. doi:10.1074/jbc.M110.203398. PubMed:
21628463.
40. Bauernfeind F, Bartok E, Rieger A, Franchi L, Núñez G et al. (2011)
Cutting Edge: Reactive Oxygen Species Inhibitors Block Priming, but
Not Activation, of the NLRP3 Inflammasome. J Immunol 187(2):
613-617. doi:10.4049/jimmunol.1100613. PubMed: 21677136.
41. Bauernfeind FG, Horvath G, Stutz A, Alnemri ES, MacDonald K et al.
(2009) Cutting edge: NF-kappaB activating pattern recognition and
cytokine receptors license NLRP3 inflammasome activation by
regulating NLRP3 expression. J Immunol 183(2): 787-791. doi:10.4049/
jimmunol.0901363. PubMed: 19570822.
Anti-Inflammatory Activity of Polyenylpyrrole
PLOS ONE | www.plosone.org 15 October 2013 | Volume 8 | Issue 10 | e76754
